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DECLARATION 



Sir: 



I, Genichiro SOMA, a Japanese national, residing at 10-21, 
Higashitamagava 1-chome, Setagaya-ku, Tokyo 158-0084 Japan, 
declares that : 

1. I am a professor in Institute for Health Sciences of 
Tokushima Bunri University, Department of Immunology and Allergy, 
Nishihama Bouji, Yamashiro-cho, Tokushima, 77 0-8514, Japan. 

2. I am an inventor of the invention of U.S. Patent 
Application Serial No. 09/700, 713 filed November 27, 2000 
(hereinafter referred to as "the present invention") . I have 
studied the official action dated August 25, 2004 issued with 
respect to the present application. I have also read and studied 
the references cited in this official action. 

4. I have conducted the following experiments to show the 
superiority of the present invention. 




EXPKRTMENT5 

1. To clarify the ability for production of Tumor Necrosis 
factor (TNF) by various lipopolysaccharides with different 
molecular weights, the following lipopolysaccharides were 
administered intradermally into murine abdomen. 

(a) Preparation of solutions of lipopolysaccharides for intradermal 
administration . 

Four Salmonella lipopolysaccharides and one E . coli 
lipopolysaccharides were used as shown in below. 

(1) S.minnesota Wild type (MW = 14000 ~ 30000) 

(2) R5 (MW * about 3600) 

(3) R7 (MW = about 3400) 

(4) R595 (MW - about 2700) 

(5) lipopolysaccharide of E. coli 0127 : B8 (MW = 10000 "~ 

60000) 

Each of lipopolysaccharides was dissolved in saline solution 
under sterile conditions at 2mg/ml concentration. Further, 
solutions having concentrations of 0.2 mg/ml and 0.02 mg/ml were 
also prepared by dilution of the 2mg/ml solution with addition of 
saline solution. 

(b) Administration of lipopolysaccharide to mouse and collection of 
serum 

Mouse (two or three mouse per group) was intradermally 
administered 50 til of each of the above lipopolysaccharide 
solutions into abdomen, and only saline solution (for control) * 
After 90 minutes, blood was collected from the mouse, and blood 
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serum was separated. TNF activities in serum were measured by L929 
cell cytotoxicity assay. 

(c) Results of the test 

The results were shown in Table 1 and Fig.l. 
Lipopoly saccharide R5, R7 and R595 having a low molecular weight 
less than 4000 demonstrated lower TNF inducting activity than 
lipopoly saccharide of E. coli (MW = 10000 ~ 60000) and S. 
minnesota Wild type (MW • 14000 ~ 30000) having a high molecular 
weight. 

(d) Conclusion 

Lower molecular weight of lipopolysaccharides does not 
correlate to high biological activity of lipopolysaccharide. It 
depends on the Hinds of lipopolysaccharides. In other word, 
lipopolysaccharide of a low molecular weight does not necessarily 
have high biological activity depending on the kinds of 
lipopolysaccharides . 
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Tab 1ft 1, 



sample 


dose 
( Mg/mouse) 


TNP(u/ml) 


average 


standard 
deviation 


Saline 


0 


0 


0 




0 






l Ug 


0 . 15 


0 .45 


0 . 61 


0.40 


0.13 


E.coli 


lOttg 


1 .39 


4 . 06 




2.73 


0.89 




lOOjUg 


3 . 14 


12,15 




7.65 


3.00 


S . minnesota 
Wild type 


lWg 
lOMg 
100/Zg 


0.67 
3.94 


0.47 
3 ♦ 68 
4.51 


0.64 


0.59 
3.60 
4.23 


0.06 
0.06 
0.19 






0 


0 


0 


0 


0 


R5 


10jU.g 


0 


0.45 




0.23 


0.15 






1. 87 


1.69 




1.78 


0.06 




lUg 


0 


0 


0 


0 


0 


R595 


lOUg 


0 


0 




0 


0 




100 Ug 


1.13 


0.81 




0.97 


0.11 




lUg 


0 


0 


O 


0 


0 


R7 


lOUg 


0 


0.11 




0.06 


0.04 




lOOXig 


0.22 


0.5 




0.36 


0. 09 



Fig. 1 




4 



CONSIDERATION OF THE RESULTS 

It can foe concluded from the above that lipopolysaccbaride 
of a low molecular weight does not correlate to its biological 
activity. 

Namely, lipopolysaccbaride of a low molecular weight does 
not necessarily have high biological activity depending on the 
kinds o£ lipopolysaccharides • 



I hereby declare that all statements made herein of my own 

knowledge are true and that all statements made on information and 

belief are' believed to be true; and further that these statements 

were made with" the knowledge that willful false statements and the 

. ;i . ' , ■ , ■ 
liKe so made are punishable by fine or imprisonment , or both, under 



Section. 1001 of Title 18 
willful false statements 



application or any patent issued thereon. 
Executed this 17 th day of November, 2004, 



of the tftiited States Code and that such 
may jeopardize the validity of the 




Genichiro SOMA 
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